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i 1 — 260947 

mm*) mmm 

[ff 1 ] NADE (p 7 5 NTR -associated cell death executor) t 

Clt^^2] NADE (p 7 5 NTR -associated cell death executor) \Z 

ffi&-tZ>Ttfb-*sXM&M€{flttf. NIK/HGKgafC, P33 ING^ 

ISSf, eIF4GSaK^t>*HuntingtinM^ge»l 

[f&#^3] M$m^©#£T&C;J3VM:, NADE ( p 7 5 NTR -associat 
ed cell death executor) 7 ?ii h - ^XilgSIi: NADE £<Z>$0 

[ft^lg4] NADE (p 7 5 NTR -associated cell death executor) £. 

£ r # h - v * mmm a e ^ n a d e t ©ras^E tc*r l x §m & & 



[ff^^5] (a) NADE (p7 5 NTR -associated eel 1 death execut 



or) fc^t575Kh-J/XHI5eHtNADE &«»EIB©#fcTtCfcV* 

(b) NADE (p7 5 NTR -associated cell death executor) §7 

(c) _tfH (a) (b) fc fctf -SffiSftUS&^r.* - U fit 

(d) _hga (a) fcitf (b) tCfctt£*BS^M&ifc$eLT, *B2^MfC#fb 
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i 1-260947 
[f»#g|6] ff#^3^^ 5©fa*l2M ^CIB«<7);*.? U-->^tcJ; 

[0 0 0 1 ] 

ammo*? u >yjc;s^sfe«>©8*i^ ±iaf*^3:JBv*feE&<z>;*# u - 

[0 0 0 2] 

j|l|IIlia?Btt&e)«>S^#3K«ltCfeV>TMilft!S!aiS:fioTV%S 0 %*Mg9MC 
< , ^ H ©iff tjtf fc*t£ JC £ V * T * * fig* f -6 i tf^MI S tl * fig i3 J: 

MMrttmmfcmmmt&mmz-D^Ttem&Mmzti'D-D&v. Fas 

[0 0 0 3] 

& # m * (ngf) & ^ l t ^ at & j: cmm t © fit #b &mm a *l £ # 

, * i£ ic o T & 2> m © mm 7? fcfcNGF f c i: o T StiSifctftS&ifr 
iC&oTVN£ 0 BP^NGFte, BIftffiS8ft"e&S t r k AS8#S:^ltttift 
iffljfi©£#&ffi3frr*-:£f, <£Sfnffi(7)NGFL/-fe^^-T?feSp75 NTR ©^$:#§Ja 

TNFU-fey^-^-7N°-7T ^ U -Kl«U TNFU*y*-fc BASIC ^©#^|*K: 
death K*-f>&^1-£= L Lp75 NTR JC O V*T liFADD^TRADD© «fc 5 &'fff$gfcM 
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wtabftT^&tfi, p75 ntr itjrt&i/ y-t-ji&mmm 33 <t # -e © n-jifcm. tc 

[0 0 0 4] 

p75 mE %ft?£i/yi-;itemmm(Dffl$Zt>mt!#* NADE ( P 7 5 NTR -asso 
ciated cell death executor) tffiZtl&m&MjlK ^S^H^S^C P V 
5 NTR ) (C^LTT^h-^^^^JiWmicBlfe^SaSi: LTnn>hfT 
*3*-£**JK:|i5£S4lfe . NADEtt^Sl24T^ 7^, 3H=*ftl5k 

Da©geSS:=r-K (Hum. Mpl. Genet. ,8, 611-619, 1999, Bex3£l LTfg££ *l 

a 

_LfBtf)i:e>&CNADEteWM^H^^tt(p 7 5 NTR ) \Z%£& IT h - 
NADE S:^-rsrjKh-J/^»cB55i'rsseK« t ra€Stititf, Ttfh-S/X 

[0 0 0 5] 

mm ifiMR b .t e> ^ -r s am 

[0 0 0 6] 

[3HIB I" -5 «> © #S] 

#2§H£#<bl±, ±3HfRISS:»Sifc , rsfc«)tc5fc'r, P 75 NTR /NADE 5:^bfe7 
Jtf b - ^ © i/ y t §: i ^ ^ [C 1 5 3 £ & IT, S£«2-hybrid 
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#5}Z 11—260947 
V^14-3-3it&^fetf{CNIK(Nck Interacting Kinase) &£&-^ti\ NADEt 
[0 0 0 7] 

fiP*>, (WWlCktHi, NADE (p 7 5 NTR -associated cell deat 

h executor) £Mlit"f £ T aK h - 14**1 & n - D N A 

-->^lCfl|V^Sfc«)(D«li*«fi#|$*lS. 

NADE (p 7 5 NTR -associated cell death executor) \Zffi^~$- Z> 7 tf< h — 
i/^iiSeilt M/U£, 14-3-3gBjSt, NIK/HGKSa^, P33 ING&jfg£&R 
, eIF4GKfi«&tfHuntingtinJtg^gB$tl a*&j*S3^e>3B^3*l.6g&5gtT* 

[0 0 0 8] 

*»«©M©flf®tC «fc*i«, «IfcB£i^D##TlC;J3V*T, NADE ( p 7 5 NT 
R -associated cell death executor) f £ 7rf> h — is N A 

*»W<Z>^^U-->^i£<5!>»* bvxj»«*^«. NADE ( p 7 5 NTR -associ 
ated cell death executor) t^f^T^h-i/XiigeitN AD E 

*mm*>7 v--y>fm<D-nmT*\%. (a) NADEt^nr^h- 

(b) nade tm^-r^r^h-^^mmmentNADEt^mmmcD 

(c) ±ffi (a) (b) JCfcttSfajLtf^fc^-^-U fit 

(d) _hfH (a) (b) lCfeWSffi£f^MS:Jfc«bT, *BMffiJC*fL 
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[0 0 0 9] 

— - >^lCflSv^Sfe«)©giC^ti, NADE (p 7 5 NTR -associated cell death 
executor) ICM^I" 6 7tf? N - $/;*W3*gaSt* fett-etl & 3 - KtSDNAj^ 

# mmrnx- nsrtfb-i/x t r # h - s/ x ©it tc em-r s ^ 

MtfJC3KB<Z>*SJII£ ITT/K b-i/X fluffs! * It iiti&M £ti& & o t£ 
[0 0 10] 

T^h-^*#ia^1-£-£BcDMffcM£ OTttA I D S, ARC {AIDSW 

^tttx y f v h - f ^ ^ttttSlffi 'J f 7f *CDIJRj|, 

@HM«ittti, mmmmtim. ^f>x'j>t#i (is) 

/J>S«4>£, ^»ttllil«W»0^©jfil/h«8«^S:#^#a30im, cm, am, 

-an, 7;v7A>f7-i^ii^f0i*3i, Mutism, ^«jfii«wfF, n 
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[0 0 1 1 ] 

7;i/7A>f7-i, ^-^r>y>^ 8^»f£ffi!lsfc«<ffcj£, &it 

[0 0 12] 

NADE (p 7 5 NTR -associated cell death executor) ^B^M^^^-h 

££MB#IfcJ:SEfcI , Z?&<5 (Hum. Mpl. Genet. ,8, 611-619, 1999 ; Bex3fc LT?R# 

. NADEtt^Sl24T^ /K^*>»;, ^*^^15kDacDS Sf|T*& »J , 

mRNA 1/ /< )\y V It IE, 'bM £ £ Iffi 7? ^titV^w tA^^otV^So 
[0013] 

^jWtf-C-i-^NADEJCjie^ST^h-J/^MjtSeefctt, NAD Etc 

a, «f*l<w:, p 7 5 nt Vn ad E&&ft*m&"?&mmfti/yi'fr&iMm 
mz&^x. n ade £<om&ttm(DMki%tfTtfh-*/xmmmBz.ffi*3fr<Dm 
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[0014] 

(1) 14-3-3SQfC (Ichimurajffi, Proc. Natl .Acad. Sci .USA, 85:7084-7088, 
1988; Isobe,Tftfi, J. Mol .Biol . ,217: 125-132 , 1991 ;Mt>*{CHifcg^!! 1 3 

6# (mn) 1995, pA20-l25&&Z$Z.(D$*lzmM<DB\%$:M) = 

TO^bTii, egf mmwmmmmm^) . pdgf (ifii/jN«ffi^5aH 

ca 2+ -^ji/=Ei;ay«ttgas^-^i I, Ca 2+ -'J>1I«# 
'f£S SIC if L£C a 2+ */ ?1~)\s<Dmffi*: cMMC, 

^, H + ^^, G b o xlW > h 1tft-tZ>lfc?§-mm££. m^(Dy^fi-JV 

[0015], 

(2) NIK/HGKgafC (Yi-Chi Suflfi, The EMBO Journal, Vol.16, No. 6, pp. 1 
279-1290,1997 ; MtFtC Zhengbin Yaoffi, The Journal of Biological Chemistr 
y, Vol.274, No. 4, pp. 2118-2125, 1999) 

NIK/HGKteMAPK*;*^-- -hftfsH^MAPKKKK £ LT#|g L X £ U MEKK^TAKtf) 
U >®^'fb$:/^LTJNKS>§V^^iP38MAPK(Z)^S'ffif^|^I$:^foTV^So T#h- 
Z/T.mMi/ ^-^^^fCJNK^SB-^ b T H V^ ? ^£tf> ^{C £ o 

T & 3 *l T NGF/p75 NTR {C iot Ztl&Ttfh-i/X iCN I K/HGK#M# 

[0 0 16] 

(3) P33 INGlgQ® (Moshe Oren, Nature, Vol.391, p. 233-234, 1998; Igor 
Garkavtsevefft, Nature, Vol.391, p. 295-298, 1998;MtKfCCaren C.Helbingffi 

, Cancer Research 57, 1255-1258, 1997) 

t^rhictot, msk^m<omm ic p53 h & m L/ t m < p53 jifcmm® & 
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h-isx tffWflp cStiTi^S tffffitt # & S „ 
[0 0 17] 

(4) eIF4GSS5t (imataka.H.ffe, EMBO Journal, 16, 817-825, 1997; Yamana 
ka, S.-ftfi, Genes & Dev., 11: 321-333, 1997 ; j|fetftC|||fcES^tl 1 7iH7^ 

(5£#) 199933 J: t^<0#K8H«3 4xfc5[M:fc«O 

eIF.4Gtt«af?M*&H : ?-T*fe»;, mRNA©3' ^^5" *SBlCj|g# < r£gB5t(PABP; 
JKUAjg-^gBSt, eIF4E; CAP*3ttCjg<&) fc^-TS £ £: iC J: »J mRNA£J£*. U 
jJ?l/-A&l*rjf5i*WIRM^#<. SP*>, NADE/eIF4G£^b£fiiR0r## 
y sjf h - X & Sffltr L T V > S *T fg'ffi # * -5 o 
[0 0 18] 

(5) Huntingtin^-^gBK 1 (HI PI) (Michael A.Kalchmanflfi, Nature G 
enetics, Vol.16, p.44-p.53, 1997) 

^:JK,/MKt?WI5«rtc»3BLTfey(#«jK, ^K. »3L BK. PR, ffFW, 

n}cMn"t"-5o HIP1&, ^^S.cerevisiae(7)Sla2p, Sla2c (cytoskeltal-assoc 
iated proteinic. elegans<Z>ZK370.3fcfflHf£#&yv ffrl^HC j: 

[0019] 

#%9!T?MV*.5N AD E ( p 7 5 NTR -associated cell death executor) 

LT#JiJcMv^:i t^t^Si^ic, *©tfe0>tfcffifc£0>& 

[0 0 2 0] 

(Dfr&iblf, -tfifcn- Ft" -SDN A&Mv^Tfc <fc vn 0 flp-b, Ttfh— >xiw$i 
MBS?£=r- Ft"£DNA£#^&^/<?#-fC*fi#&fr ~ £K£oTi3§gU 
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-tcti, mmte-ju^-z-mmt. smizm^xmm^mm^-^~m^^ 

[0 0 2 1] 

W§km.mcr>&&T\ZlS\<\T. N A D E 3 7tf? h - 

N ADE tffi&'tZTtfb-isZ.m&m&Mt.N ADE ©ffiStfUa £ tt, S 

[0 0 2 2] 

( 1 ) tft&ftmm 

© ^ £^ © #£T IZ £ V ^ T *$&W <Z> £ N A D E £ a ^ & rfi T'i 
tt»«S:>fA;^n*;M,feft, 3^#&lftffi*S©lc$8bfc#L# (PADE 

h - s/ ^ sg^g a n £ n a d e t <Dfts.ft% \z&& ?&m. m.m<Dfm z m^< z 

ffiKftmiztt?zn!$k&m<D&wizmmwteb<DT*&mm 

(2) ELI SAS 
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SbTJSf, *fSLfcNADESeK^©ilg#laW&*v^^i^lE3iS:^-^r-UT 
[0 0 2 3] 

(3) »-©2-hybrid^©j£M 

NAD E&tfN ADE*g-&Se«S:»«WCPH^tC»3aS*TfeS, ^tf>#CO& 
tC cDNA^S^tt^^f K9>f ^ >J -£#A^£^£fCj: »J, NADE/N 
ADE^gas©iS#ffl{:ii?:^Sj:e)^cDNA$:MtSi#i'n 

(4) itHfiro^JM 

fc-?£*UMLT, NADEWNADE^Seiffl^M^fttSi^i: 
tStt CAMS) *Mm-tZ> 0 iCOiliJBStCcDN A, K7>f^7'J 
-fe-5V^iiM^ig'ffi(D^^^<S^>!r^7J;l/V-r> r ^U NADE/ 
NADEj§^Se«OffiSf^ffllC^»S:^S .k^&ftRS: * -jfiMS^ 

[0 0 2 4] 

*&m(DX? U -->^t'SitSNADEi:^t57^h-i/^iIl 

SfiMlt'MtSi^T'tDNAO^lT'Mt^i^fe, N 
ADE fcjB^*T^h-5/^B53iSaSi:NADE Sr^-rSflM^ttlSSStl 

[0 0 2 5] 

N A D E £ "T -5 7 h - S/ * IMS 6 « £ N A D E £ CO tC #f -5 
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x^T^&frEo fr^n^t:. u , & 5 wtmmmz Tv^-i a straw 

[0 0 2 6] 

Mlfc^S^ NADE t.ffi&-tZ>Ttfh-isXMig:m&W£N ADE £©*BS 
[0 0 2 7] 

*»WttS&lC, _ttBLfcX? U -->^tcj: ya^StiS, Ttfh->>* 

v Ziyi*? \/** k, &&z$MmmM£fei$*yrt?^mm*i!k&-t2>m(Dmm(D 

[0 0 2 8] 

##i!Bj!&±$ £ {C, NADE ( p 7 5 NTR -associated cell death executor) 

errs, r©j:e>&^S£bTJi, ^tr^ h - i/xi isai©»e? 
tfcizmmzmw^zmn. mmmte^nyyT-tyxxv^yi? u*?f, m 

[0 0 2 9] 

[§n»j] 
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I&8SM1 : »g2-hybrid^feMV^fcNADE»S^5ejg^g)BIJfe 

Dr. Stan Horenberg^JC i »; afe& $ *l£@P«2-hybr id}£ (Cel 1 ,74,205-214,199 
3) &M^T, NADEje^SajBt^©ra^&mig0fe o L4 0##*Wli& (MAT 
a hi s3 trpl leu2 ade2 LYZ2: : lexA-HIS3 URA3 : : 1 exA- 1 acZ) |*JtC&VNT, DNAM 

MiftgSfChVPi6£:gei« r Yj ©i^5SJt*«, X£Y<z>*g#&tf'LT«-£fltfg 

^Lfe®-^{C©^b*f-^-il^T^>-5HIS3fe<fct> , LacZ(Z)^^^_t#i-S 0 le 
xA-X»^gm*£VP16-Y»£gfi«&«#U l/3K-^-it^©^^±#L 

*J/^-5 t A&3pJMU'r, ie*ttNADE-lexAl»-&£a«&«ttSBStfcU V 
[0 0 3 0] 

(1) NADE^^£*^£MMIX.'<*#-{C<fcSBP#L 4 0 OlT&'mm 
-W58fCfl|V^^*N AD EaH5^& P C R&SC «fc *J , »iD 
NAtbTV^^McDNA n->^y ?*±) ^7-f7-t LTATGG 
ATCCTCATGGCCAATGTCCACCAGG £ J; Xf ATCTCGAGTCAAGGCATA AGGCAGAATTCATC & ffl V a T 
if «fc t>*^H Lfeo i^tlfePC RMm £ BamHI £ J: tfXhoI t<tII8f$ffil b 
, BamHI^i^SallT^JPSM^SLSAP^Sbfe^^^^-pBTMl 1 6 ( 
Bartel and Fields) £. >f— y 3 y bt> ilH # -pBTM116-N A D 

E&WSBVfc. 

[0 0 3 1 ] 

&iC, 3<D,1fi^m;tK?#-pBTMll6-NADE£^Ti§HaL4 0 jfflllS&^S 
HUc 5 0mlYPDWT##L4 0t5:3 0TCT'-W«bfe„ ?£SC 
fctft'** BiC, lOOmlCYP DWAofc5 0 0 ml <Z>7^*H{C 1 0 
ml©^iil:iiU 3 0°CT'0. 3~0. 50OD 6O() i;^5Jt'4~6| 
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ISJ*&*Ufc. 7&^T% ^il51ST'3 0 0 0 r pmt5^MU _t«f&te 
T£#, 3S8SzK?3EIi$ls?£U jWflS^ h£4mlCD0. lM'Jf^ATtf 

[0 0 3 2] 

1 (i g©|figl;it'<?*--pBTM116-NADE£ 1 0 0 /tt g ©^ffiit^^^-D N A 
£:cy K;i/7^-a-^JCA*l^b-r V U ZLtllZ 1 0 0 a 1 CDH^tf^ 
> NIWJ&IK&SSfltlU 6<ili#Lfc. £<b(C6 0 0 /i 1C04 0%PEG3 3 5 0 
/O. lM'Jf?A7tr-h/l XTE5:X>yK>F^7f a-^CAtl, # 
)l"r y^XL3 0 "C T 3 0 0 fc. 7 0 a* 1 © DM S O Sr»j0 U b 

5, 0 0 0 r p ml' 5f£Hj&4}»U _t?f£f£T, IJI^b^ h 5: 5 0 0 /i 1 ©T 
E JCJBSIfL/fe. 

±mmmmmm^hvfbyT>^^^^m^m (sdm) 

KX^WyKU 3 Ott^ib, m&Z-'^V #-pBTM116-N ADE Sr^fSTg 
[0 0 3 3] 

?^K«ift#JCfe^SNADE©«3S«:JKT©^f«StCj:y«[fgLfc. Sfcl* 
, i»*££3 0 0 0 r prnT'SSt'l 0#H3M4>U »If*T?^U*; h&«fc^ 
b, 3 0 0 0 rpmt'liat.l0^»Lfc o t>^lml^«{C 
JH8IU 1. 5 m 1 (D^-^IC^U 3 0 0 0 rpmt4t)t5^Mbfc 
. hJC2#«a:(Z)^^9ydp>^«Se}R 5%SDS, 40 

mM(DTris-HCl (p H 6. 8), 0. ImMCEDTA, 14 5raM02-^;i/ 
#yhx#y-;K lmM^PMSF, 2 # g /m 1 (DT * — y % 50/ig 
/ml0a^^^>, 2mM0/<>X7V^> 1 > 
A) (2 0 0 Ail) £$5#UU JiOlz-r-y ^^-f;i/?:fflV^T 1 5 0 /i 1 

(D^-XfcMlbfc,, 7 0°C-e 1 0#ffflSfcftl/fcflL 1 4, 0 0 0 rpmT'4°C 

t?5#I8HS'&u ±m^nmL. sds-page (12. 5 T?u;b 
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fcifctCfc fJNADESfiI(Z)M*W$nfe 0 
[0 0 3 4] 

(2) V?XEffi5fcc DNA7^^7'J -£J:S»#L4 0 (DMM&m 
±13 (1) T*W£,1fi^/t^#-pBTMll6-NADE£#^t-£@l§L4 0 & 
, 3 L©A>y 7 fytfy^T.nrpO) 1 L © S D-T r pigi&fC£VNT 0. 2IS<D 
OD 600 T'3 O'CX^mm^m^^. 0. 4 — 0. 6(Z)OD 600 {Cptt--g)*T'^*U 
fc. 

5 0ml (B^a-^IC^U 3 0 0 0 r p mt?5^ia^U 

A7tf-h/TEi;liU SIT- 1 0 4MS#S Ltc 0 ztiZny^ry hM 

[0 0 3 5] 

JKfiJdc DNA7^^7 U - 1 0 0 n g tW^DNA2 0 m g (10m 
g/ml®MI:2inl) & 5 0 m 1 <D y r Jin >^ a. - y*VL A*U rfOl/'x-y* 
^T'J:<l^bfc a r^lC 8 m 1 ©n>lfr> hliM&ttU e<&#Lfc 
. c5fb(C6 0ml®4 0 % P E G 3 3 5 0/0. lM'Jf 9A7tr-b/TE 
SrAtifc 5 0 0m 1 © y =y7. n\z±Mn y \Z^-y YWM*L D N acd^-^M^M 
U «fc<IK#U 3 0TCt*30^iMtbfe o 7ml©DMSO$:M, 42 
°CT*1 5^ibfe (5 7fr*PLfc. 

2 5 0ml©fa-^:IW$:iL, 3 0 0 0 rpmT5^»U ±& 

zmx. mm^ u»;hS5oomi ©assaie**? 1 l 

[0 0 3 6] 

3 0 0 0 rpm"e5^|SIMIl, ±W^X, 5 OmlfflYPD^Cl^ 
U'Vb &JBiSf 5 0 0 m 1 CD Y P DWofe 2 L©:7 2*^C 25mlf 
offing U 3 0ttltriSS^*bfe o 3 0 0 0 rpmfifit5»U 

mM^l'V h*4 . 5ml©lIl@7KiCM$ii:, 0. Smlfo, SD^ 
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i(-Trp, -Leu, -His) (1 50X1 5mm) CI 50 

<ilf^^l/*;|fU 3 0tt3~5H^ibfe o i©BR, 
fflfS"TSfe«)tcar^atC#3RUfellIIIfi^^y hS:, SD*/J^«& (-Trp, - 
Leu) icx Fife, j£/&£*i£na^-£: LT£3PT*4 5 5l®^n- 

[0 0 3 7] 

(3) J-gal7»;t>f 

^S^m^tlfc=in^-S: S Df/h^ (-Trp, - L e u ) ©/hM^ 
7;i/$jfc>f;i/<z>:7n-*-_b (ift3 o^) k:©*, so^iaat&Lfe. 

mg/mlX-ga U^3. 2mlCDZ-/1«v77- ( 6 0 mMfflN a 2 H 
P0 4 , 4OmM0NaH 2 PO 4 , 1 0 mMO) K C 1 , lmMffiMgS0 4 ) £ L 

h^otCt, 3 0m 3 7TC7?>f >^3./<-S/a ^(O®.. 1, 2 

[0 0 3 8] 

(4) Curing -f-Ts h 

bait^^X^ K (PBTM116-N AD E) £ L 4 0 $c£>R§'f£^ □ - >^ %M *J Bfc < 
£#>&C, SDMMi (-Leu) t'l~2HTOil, IK & 7 K J WttfA-D 
/J^^U- K^T^>>y;i/nD^i-$:#ilb^ 0 ^£>^, SD^i (-Trp 
, -Leu) (CI/^'J^jl, -TrpMtffb*^nn--?:#fe„ 

[0 0 3 9] 
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# 



(5) mat ing -r;*> h 

PBTM116-N A D E $r^V», 5>f^5'J-^5^^ K©*Sr#fipt5^n->^ 
, fftpBTMl 1 6-NADE, pBTMl 1 6-Lami nC, pBTMl 
16-CD40. pBTM116-Fas, p B TM 1 1 6 - R a s , p B TM 
116-TNFRII t#^M«Ilfema t i n gfflii (N A 8 7 - 1 1 
A, Mat a leu2 his3 trpl pho3 pho5) £ ;* --r > £ i££ 0 PBTM116-N A D 
E&$cV>, 5>f^7'J-^5^5 K©* ^^it ^ D - > 5: S DIM 

(-Leu) t*, p B TM 1 1 6 -N AD E/N A 8 7 - 1 1 A, p B TM 1 1 
6-LaminC/NA87-l 1A, pBTMl 1 6-CD40/NA87- 
1 1 A, p B TM 1 1 6 - F a s /N A 8 7 - 1 1 A, pBTM116-Ras 
/NA87-1 1A, pB TM 1 1 6 — T N F R I I /NA 87-1 1A&SD 
WlW.^^ (-Trp) T*"£tl?nOD 600 > 1 . 0 1Z&££V3 OttiMt 
U 9 6 b&M^X lOO/il CD Y P D f£T* 3 01Ct4~8MS 

^D->Oma t i ngSHfofco 

[0 0 4 0] 

mat ing #^0^O->& S D^l/- h (-Trp, -Leu) ±iZ 
5~10/tlfo*M, 2 0|S«if3 0°CT*ig*L£ o £ <b £ *i£ * 

— g a 1 (D 2 ocDU jK-^f-Jt^TfllSKLfc. 

NADElC*8MW»Ciie-&'*££fi«S:$fiJ5iU ^oHi sMiljS 

-gal 7^-fe>f?mti:l!Igaftfe^n->i:ut±i5T? i o 5l©^n-> 

[0 0 4 1 ] 

m 

Sfcf, if 3 0 0 0 r p mTf 5^&l, _t?#£^T, 5 0 0 ^1® 

*S:fltI;*., h$:iib, 1. 5 m 1 <D?- =l-Z?KM, htc a 1 5 0 0 0 rp 
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mt'5#MlJ:i5;lttfc a S Z B*?gtfR ( 1 M V;i/tf 100mM^ 
X^ifhUfA, M(C5 OmMCEDTA, 8 a 1 / m I (D 2 - * Jlj] b 
3 £>lCZYM0LYASE(£<ffc3fcX!£, Codel2049;Lot No 10971) 3 m g / 
m 1 &«/BEt&lCjftDn) 1 5 0 a* 1 S:**L/T»»0, 5##lc*E#HiB?[lLfc# 
3 0 °C T* 3 0 &fgl&n. htco SDS/TE ( 0 . lMh'J ( P H 8 

. 0), 2%SDS) 15 0/tUiiDU ^l/T^y^U 6 5TCt'5« 

aib^o 5M©#ift#y i 5 o /i lasinu iKAf^^u zf<_t-e3o 

#IH»Mi L^io 1 5 0 0 0 rpmt4ttl5 U ±if 3 0 0 /il£(j 

ffL/VM. 5ml0f a-^{C^l, lOMCDiiT^^-fAlOO/iltx 
# 7 1 m I1M7L- 2 OTJT? 1 O^fiLt SlMtf fit^i^l: 

-EM*y*gu «ifetc7 o%x# >>-;i, &^wy hiciinA?ft#bfc«&, 30^1 

[0 0 4 2] 

_tfB:/^x^ F£*fl§atcx^? hn^f-i/a^iS (*B§S£^;*^ K© 
7kV, 2 5/iF, 2 0 0 t-A7;^L/fet, 37°CT*1B#W 

n->©£L3SIB#l&&J£U ^-**-;*i:cojt««:*Tofc. -x-*-#^-* (nc 

BI's sequence similarity tool) £ <D UcMHDffi^ E*T©&SBJ#I£*BRM£S: 

[0 0 4 3] 
Mus 14-3-3 eta (1) 
mus 14-3-3 beta (1) 
Mus 14-3-3 epsilon (4) 
NIK (Nek interacting kinase) (4) 
Mus EST AA794707 (5) 
Hum Desmoplakin I (3) 
Hum elF4G (3) 

Mus nuclear autoantigen sperm protein (3) 
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hum KIAA 0192 (3) 

Mus M2 type pyrubate kinase (3) 

Hum TSC1 (2) 

Mus laminin Bl (2) 

Mus EST AA499218 (2) 

Hum protein regulating cytokinesis 1(2) 

[0 0 4 4] 
Mus NADE (1) 
Mus endophilin II (1) 

Hum Huntingtin binding protein 1(HIP1) (1) 
Rat protein tyrosine phosphatase TD14 (1) 
Mus CAG repeat mRNA partial U80888 (1) 
mus TRF1 (1) 
Hum PTAC97 (1) 

Mus putative transcription factor (1) 
Hum rab3-GAP reguratory domain (1) 
Hum Ran GTP B.P. (1) 
Hum RB B.P. II (1) 

Mus ret finger protein 1(REF1) (1) 
Set alpha isoform (1) 

[0 0 4 5] 
Hum splicing factor SRp55-3 (1) 
Hum SW1/SNF complex 170kD subunit (1) 
Hum tax 1 B.P. (1) 
Mus casein kinase II (1) 
Mus cdr 2 (1) 

Mus fat facets homologue (Fam) (1) 

B.Tra guanine nucleotide exchanging P. (1) 

Mus KIF3 (1) 
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Hum Lowe's oculocerebrorenal syndrome (OCRL) (1) 
Hum LZTR-1 leucine zipper, ttk DiGeorge (1) 
Mus Mov-34 (1) 
Ratt myosin heavy chain (1) 

Hum EF1 delta leu.zip contain G-nucleotide ex. (1) 
Hum auto antigen (1) 

Rat beta adaptin mRNA, complete cds (1) 

Rat beta spectrin (1) 

Hum DOCK 180 (1) 

Hum Dynactin 50k subunit (1) 

hum EF1 delta (1) 

myotonic dystrophy kinase-related Cdc42-kinase MRCK-beta(l) 
[0 0 4 6] 



Mus 


EST 


AA967322 


(1) 


mus 


EST 


AU035250 


(1) 


Mus 


EST 


C85116 (1) 


Mus 


EST 


W75029 (1) 


Mus 


EST 


(1) 




Mus 


EST 


032345 (1) 


Mus 


EST 


AA207590 


(1) 


Mus 


EST 


AA277260 


(1) 


Mus 


EST 


AA413882 


(1) 


Mus 


EST 


AA717789 


(1) 


mus 


EST 


AA755361 


(1) 


Hum 


KIAA0161 (1) 




Hum 


KIAA0181 (1) 




Hum 


KIAA0554/CDC42 B.P. (1) 


Unknown 


(7) 





[0 0 4 7] 
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(1) u-3sm&w 

a) 14-3-3e (255T^y®?) 

T-T V J> — y ^£^4 = 29,155.4130 

b) 14-3-3/3 (246 T ^ J W) 

^JT^V Y — V ?3H : -* = 28, 078. 8437 

c) 14-3-3 77 (246T^y®?) 

T^r V h — y ?:SH s -* = 28, 194. 0212 
14-3-3Sa«tt, ^Dlfcfcte/ft^Mtti: LT#£U J^~RCz^t"<fc O (C^ 

-So 

(14-3-3©Ml^#?g©£;ftT^5S6«) 

c-Raf-1 /A-Raf /Cdc25a/Cdc25b/Cdc25c/PKC-eps i 1 on/PCTA I RE-2/ 
Tyr hydroxylase/ Tryp hydroxy lase/A20/BAD/Cbl/PKC gamma/ 
IRS-l/BCR/K8kwratin/c-fes 
[0 0 4 8] 

(2) NIK (Nek interacting kinase [v^7^]/HGK[bl h]) (1,233T^/^) 
3H^4 = 140,515 

NIK/HGK&MAPK*;*^- K<£>_hgf50^MAPKKKK£ L T^fg L X £ U MEKK^TAK© 
U >M£^LTJNK&£V^±P38MAPK©^£M£ ; fT : oT^S, jfi¥, T^h- 
S/ ^ $f[$U 2/ y -J- ^flf fc JNK# L T V > £ £ V * o m&tfmm<D - y IC J: o 
T & $ T £ y > NGF/p75 NTR IC J: o T 3S& Stl-ST^h— >>UCN I K/HGK# 

[0 0 4 9] 

(3) P33ING1 (294T^y@?) 
^4 = 33,273.84 
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larrest#3M!S£*iS 0 HP%> ING1&J1U »]IIi(CliLt7^h-^^^ 
[0 0 5 0] 

(4) eIF4Gmmm%!®*) (1,560T^7^) 

eIF4GttmRNA©3' &tf5* ^#§&CM-»t"£SI6St(PABP;vt? 1 J A^gSI, elF 
4E;CAP*5t t^t^r £ tCi U mRNA iE x. U Jtfvf- A &ng*tf&#»gR 

BM&^SK. SPlE>, NADE/eIF4G&jiU WWr^ki/X^Iflt 

[0 0 5 1 ] 

(5) Huntingtin binding protein 1(HIP1) (9147^^) 
^^•^ = 102,317.03 

/MK-e#M»tc»3SLTfe»j(#«js, mm. mm> mm> stm 
, Bizitmpm&m&L). ny^-y hymmm^mmm^mmx^^ hunting 

tin&Cgr£"f HIPHi, ^^S.cerevisiaeCDSla2p, Sla2c (cytoskeltal-ass 
ociated proteinic. elegans©ZK370.3£^|wItt#& *J, $H0S'fi&7£j&(Z>»IHC 

[0 0 5 2] 

H«Sff|3 : NADEgSgC£14-3-3g6g£CP>f >^/KtCfett5^-£ 

«a«^#«IJiaT?«3S StfcNADEg a fC #14-3-3 H d £ £&ig£fc 

Sfc*f, k hfl&JB»Kft#2 9 3 TifflJJBJC, 5 0 0 (i 1 ©O p t iMEM£ 1 0 
At 10)1 mg/ml<Z)NADEcDNA£:-£tJ!fc38'<#*- (»N A D E /pcDNA3. 1 ( 
-) Hismycl) ©I^iAi: 5 0 0 At 1 (DO p t i MEM£ 3 0 /i 1 (D U :K7i 
^h7^> (BRLfr) iKDi-^HB £ SrM^bT^ ^>IC4ml©Opt iMEM 

*toz.xmmi<t=.m&mzmTmuL. 3 7°cT'4^ra5%co 2 TT^«u^ 

o »?ft«:|»£U ^IfifilOmUM, 3 7"C5%C0 2 Tt'^il. 
[0 0 5 3] 
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F7>^7i?J/a>4 sm^izmS^^mUL. 1 0ml©PBSt'2a 
lmlfflPBST'l»U 9>f i/XM^IS (150mMCON a C 1 , 1 %Triton 
X100, 20mM(3D h V Xi&M (p H 7. 2), 1 mM(D E D T A) lml&iDi, 4 
"CTl 5 0 0 0 rpmt30 #I3ISM> b fc 0 
[0 0 5 4] 

JtiB*£f3fciMJte±»®£B«»« (2mg/ml0MO. 15ml) iC, #i 
N A D E ffiifc (lfig) &£X$¥Sb^-( Z/XMmT'^mitLt=.?rotein 
TU-7s {2 0 fil ',7^rV^b,V7)^i/7W) &iDX.feo 

&&8fcKM» fcfl&SMC «fc U SDS-PAGE (12. 5 %tfV 7 9V Jl/7 ^ K, 2 0 0V 

fctl4-3-3m# (Vy* 9 JVXtt) . RZf-fctfc#i£.LXBioRidti:<D1z>(aVy4)r 
-ifMl^^jfi^i^I gG) £4 0 0 OffiKCftJRLfcfca&te/Bl/T, #^rM 

[0 0 5 5] 

* mniz. xmftmm8i9L&&<DEsmm (D3) n 

ADE ^c^t?) & M N AD E m#&t>*ProteinG-fe 7 7 n L 
5e^l:»ffilCJ:»JSDS-PAGE, ^^D^fO'^L — & 

mffci: LTmi4-3-3Mflc SRfflU n&tntffcfc LTBioRadft; 

0>iZ>f 3^f7-^tf/^;i/^-dpi/^-^-a-Y^mv"7X I g G, -fe-f H^^-t^/^ 
;i/^-^^^-i?^^^«7if^r I g G£4 0 0 0 ^(C#^ b £ =btf> U 

2 9 3 T$fflSS3fet>lCES«(D3) (C^VNT 14-3-3/ N AD E^^S^LT 
V*S;i£#^Sft&ii1B0>*S*fr£>, -f > tftfUC fcVNTtil 4-3-3/ N AD e#« 
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[0 0 5 6] 

ism 3 1. mmiz.-&&m&mmz ^^muht^ 
293 Tffl^-t^ti, i o a g/y^- b<DN AnEmmmm&&%.'< 

(pcDNA3. 1-NADE-MycHis) ilO/i g/^l/- h <Z) 
FLAG$:S|5l^fi©thS*NIK (HGK) £l|-tf#§3Ufi*ax.^ * 

*-&«ibT, 2 9 3 TMMzmtjjKisy&m^*. vfenrnMhtz.* 

AG^ift (1^1/- h^fflMfffit/^fcU 1 (i g<Dtfitfi1tmm) ^Protein G 
t77U-X (2 0 /til, 77i/tA77;i/7i/7tt) £#n*.£: 0 
[0 0 5 7] 

#,i®£fcM/£S&fC J: USDS-PAGE (1 0 U T ^ y ;i/T ^ h\ 2 0 0 VT-1 

(BioRady:©-fe-r nvv-v- ^Kfrx^z/X-vm^^ifivv*? igasaoo 

0>fgiC#3BRL£*;<D) tC«LTHJ£<*-e\ JKT, E C LSSiC J: »J|fcfflUfc. 
■£0*551, NADEcDNA&-£tf3833i'<#*-fcF LAG^lfc^fiCN 

Wft/OK^ffiSnfe. £ -f-^bfsKJCfeV^T^NIK/NADE^a^ 
[0 0 5 8] 

^j«5 : #@M^B^-(NGF){Cj:^NADESeM^14-3-3ga^^g>M 
NADElSfi: 14-3-3S 6 SI <D^-&#faM«:S (NGF) iC «fc *J {EJi S 

Mskm^mx*i2mmi8mLfcpcMmm (7 o%ayyjv3iyh. 1 0 c 
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aiiffi^CjJiiNADE^ (2 0 0 a g/ml IaD &£>*ProteinG 

SDS-PAGElCtf U VnXty^U yrJ >y ?*U -?ktfLfollLTffiU-3-3m& 

9tffiftzm^xmMM3&£tf4 tmnizft&m&mzftffi bt=.m^ ngf©m 

NGF/p75 NTR a-^^©'ff fg-fsM^lC 14-3-3/ N A D E ^#:<Z>£g-£ 

[0 0 5 9] 
[|M©$&HI] 

mm-? zzttfnsmt testable T#b-^*<DMfflmi%tfmm£te^Ti8 

[0 0 6 0] 



<110> Rikagaku Kenkyujo 

<120> An agent for screening comprising an apoptosis related protein 

<130> 
<160> 2 
<210> 1 
<211> 29 
<212> DNA 

<213> Synthetic DNA 
<400> 1 

atggatcctc atggccaatg tccaccagg 29 
<210> 2 
<211> 32 
<212> DNA 



SEQUENCE LISTING 



2 4 
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<213> Synthetic DNA 
<400> 2 

atctcgagtc aaggcataag gcagaattca tc 32 
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[«H£] mmm 
mm: 

[ffltik^B.] NADE (p 7 5 NTR -associated cell death executor) 
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ffi m A 



8«j8!I#-& [0 0 0 0 0 6 7 9 2] 

1. ^I¥^H 1 9 9 0^ 8^280 

& m ^^mfti^xu^2#i# 
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111 I A I I i 



SRS!!*-^ [599130494] 

1.3S3S¥J!B 1 9 9 9^ 9^140 

ft At 5fc#iJ*HE#*fiJ:2- 1 - 1 -3 0 3 

ft £ fej^ #0£ 
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# 11—260947 



m m a 



(5 9 9 1 3 0 5 0 8] 



& m 



1999^ 9H14H 

fitmrn^mw® 2-41-15 
xtL mm 
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